: GC chromatograms of the reaction products of the conversion of 4-cyclopentylphenol by His-VAO or EUGO-His. 2 mM 4-cyclopentylphenol and 1 μM enzyme were incubated for 2 h at 25 °C in 50 mM potassium phosphate buffer, pH 7.5, (EUGO-His) or 50 mM potassium phosphate buffer, pH 7.5, containing 30 mM NaCl and 2% (w/v) glycerol (His-VAO). Subsequently, the reaction products were extracted and analysed by GC. For both reactions, a single product, 4-(1-cyclopenten-1-yl)phenol, was formed at >99% conversion. Retention times: 4-cyclopentylphenol, 15.6 min; 4-(1-cyclopenten-1-yl)phenol, 16.7 min. Figure S4 : GC/MS analysis of the reaction products of the conversion of 4-cyclopentylphenol by His-VAO or EUGO-His. 2 mM 4-cyclopentylphenol and 1 μM enzyme were incubated for 2 h at 25 °C in 50 mM potassium phosphate buffer, pH 7.5, (EUGO-His) or 50 mM potassium phosphate buffer, pH 7.5, containing 30 mM NaCl and 2% (w/v) glycerol (His-VAO). Subsequently, the reaction products were extracted and analysed by GC/MS. For both reactions, a single product, 4-(1-cyclopenten-1-yl)phenol, was formed. Top panels show GC chromatograms with retention times: 4-cyclopentylphenol, 21.0 min; 4-(1-cyclopenten-1-yl)phenol, 21.8 min. Bottom panels show mass spectra recorded of the eluting compounds.
Figure S5:
1 H-NMR spectra of 4-cyclopentylphenol and the products of the conversion of 4-cyclopentylphenol by EUGO-His. 2.5 mM 4-cyclopentylphenol and 0.5 μM EUGO-His were incubated in 50 mM potassium phosphate buffer, pH 7.5, at 25 °C for 16 h. Subsequently, reaction products were extracted and analysed by : GC chromatograms of the reaction products of the conversion of 4-cyclohexylphenol by His-VAO, EUGO-His or W413L His-VAO. 2 mM 4-cyclohexylphenol and 1 μM enzyme were incubated for 4 h at 25 °C in 50 mM potassium phosphate buffer, pH 7.5, (EUGO-His) or 50 mM potassium phosphate buffer, pH 7.5, containing 30 mM NaCl and 2% (w/v) glycerol (His-VAO and W413L His-VAO). Subsequently, the reaction products were extracted and analysed by GC. With His-VAO and W413L His-VAO, a single product, 4-(1-cyclohexen-1-yl)phenol, was formed at 51% and 27% conversion respectively (average of two reactions). With EUGO-His, no conversion of the substrate was observed. Retention times: 4-cyclohexylphenol, 20.9 min; 4-(1-cyclohexen-1-yl)phenol, 23.5 min. Figure S7 : GC/MS analysis of the reaction products of the conversion of 4-cyclohexylphenol by His-VAO or W413L His-VAO. 2 mM 4-cyclohexylphenol and 1 μM enzyme were incubated for 4 h at 25 °C in 50 mM potassium phosphate buffer, pH 7.5, containing 30 mM NaCl and 2% (w/v) glycerol. Subsequently, the reaction products were extracted and analysed by GC/MS. For both reactions, a single product, 4-(1-cyclohexen-1-yl)phenol, was formed. Top panels show GC chromatograms with retention times: 4-cyclohexylphenol, 22.0 min; 4-(1-cyclohexen-1-yl)phenol, 23.0 min. Bottom panels show mass spectra recorded of the eluting compounds.
